One new biscembranoid, petronigrione (1), and five known compounds, methyl tortuoate B (2), lobophytone U (3), lobophytone H (4), (24S)-ergostane 3β,5α,6β,25tetraol-25-monoacetate (5), and (24S)-ergostane-1β,3β,5α,6β,25-pentaol-25-monoacetate (6), were isolated from the methanol extract of the marine sponge Petrosia nigricans. Their structures were established on the basis of spectral and chemical evidence. The cytotoxicity of all compounds was evaluated by MTT assay on four human cancer cell lines, HepG2, KB, LU-1, and MCF-7. Compounds 1 and 2 exhibited moderate cytotoxic activities on the four human cancer cell lines with IC 50 values ranging of 20.7 -28.9 μg/mL.
Sponges constitute the phylum Porifera, and have been defined as sessile metazoans that have water intake and outlet openings connected by chambers lined with choanocyte, and cells with whiplike flagella. Marine sponges of the genus Petrosia are known to be a rich source of polyacetylenes [1] , steroids [2] , and quinones [3] . Chemical investigations of P. nigricans Lindgren, 1897 led to the isolation of purine analogues [4] , batilol, 5,8-epidioxycholest-6-en-3-ol, and cholesterol [5] . Cembranoids are mainly found in soft corals [6] , but in a few cases have been found in sponges [7] . During our study of chemical constituents of marine sponges, one new biscembranoid and five known compounds were isolated from P. nigricans. Their structures were elucidated by 1D-and 2D-NMR, and mass spectra.
Compound 1 was obtained as a white amorphous powder and its molecular formula was determined to be C 42 (Table 1) showed the following signals: three olefinic protons at δ H 4.98, 5.54, and 6.36, one oxygenated methine proton at δ H 4.06, two methoxyl protons at δ H 3.27 and 3.50, four tertiary methyls at δ H 1.15, 1.16, 1.71, and 1.80, and four secondary methyl groups at δ H 0.70, 0.85, 1.00, and 1.13 (each 3H, d, J = 7.0 Hz). The 13 C NMR and DEPT spectra exhibited the presence of four carbonyl, one quaternary, six olefinic, four oxygenated, six methine, eleven methylene, and ten methyl carbons. The 1 H and 13 C NMR data of 1 were similar to those of lobophytone K [8] except for the additional signals of the methoxyl group at C-31 and the double bond at C-32/C-33. The HMBC correlations from the H-16 methyl protons (δ H 1.00) and H-17 (δ H 0.70) to C-12 (δ C 51.9) and C-15 (δ C 28.8); from H-18 (δ H 1.13) to C-8 (δ C 34.0), C-9 (δ C 47.8), and C-10 (δ C 213.9); from H-19 (δ H 0.85) to C-4 (δ C 53.9), C-5 (δ C 27.6), and C-6 (δ C 37.5) suggested that two methyl groups and one isopropyl were at C-5, C-9, and C-12, respectively (see Figure 1 ). The carboxylate methyl group at C-1 was confirmed by HMBC correlations from H-2 (δ H 3. confirmed the E configuration of the C-22/C-23 double bond, and that the carboxylate methyl, H-2, and C-22 were on the same side of the cyclohexene ring (see Figure 2 ). The configuration of the methoxyl Petrosia nigricans: chemical and cytotoxic studies Natural Product Communications Vol. 8 (9) 2013 1211 
Experimental
General: Optical rotations were determined on a Jasco DIP-370 automatic polarimeter (Jasco, Tokyo, Japan). EI-MS was performed on an Agilent 1200 Series LC-MSD Trap spectrometer (Agilent Technologies, Palo Alto, CA). The high resolution mass spectra were obtained using a Varian 910 FT-ICR mass spectrometer.The 1 H NMR (500 MHz) and 13 Cytotoxic assays: Effects of compounds 1-6 on the growth of human cancer cells were determined by measuring the cytotoxic activity using a 3-[4,5-dimethylthiazol-2-yl]-2,5diphenyltetrazolium bromide (MTT) assay [13] . Four human cancer cell lines, HepG2 (human liver hepatocellular), KB (human KB cancer), LU-1 (human lung cancer) and MCF-7 (human breast cancer), were obtained from the Milan University, Italy and Hawaii University, USA and were grown in Dulbecco's modified Eagle medium (DMEM) (2 mM L-glutamine, 10 mMHepes, and 1,0 mM sodium pyruvate) supplemented with 10% fetal bovine serum at 37°C in a humidified 5% CO 2 atmosphere. The exponentially growing cells were used throughout the experiments. The MTT assays were performed as follows: human cancer cells (2.0 × 10 5 cells/mL) were treated for 3 days with 0.08, 0.4, 2.0, 10.0, and 100 μg/mL of compounds. Ellipticine was used as a positive control. After incubation, 180 μL DMEM was added to each well and the cells were then incubated at 37°C for 3 days. The plates were centrifuged at 1000 rpm for 5 min at room temperature and the media was then carefully aspirated. Dimethylsulfoxide (150 μL) was then added to each well to dissolve the formazan crystals. The plates were read immediately at 515 nm on a microplate reader (Amersham Pharmacia Biotech., USA). All the experiments were performed 3 times and the mean absorbance values were calculated. The results are expressed as the percentage of inhibition that produced a reduction in the absorbance by the treatment of crude extract or solvent fractions compared with the untreated controls. A dose-response curve was generated and the inhibitory concentration of 50% cell growth (IC 50 ) was determined for each compound as well as each cell line.
